expression profiling of 51 human breast cancer cell lines reveals subtype and driver mutationspecific miRNAs. Breast Cancer Res. 2013:15:R33.
Breast cancer subtype dictates DNA methylation and ALDH1A3-mediated expression of tumor suppressor RARRES1

SUPPLEMENTARY MATERIALS AND METHODS
Immunohistochemical staining and microscopy
MDA-MB-468, and SUM149 cells were seeded at approximately 35% confluency onto poly-L-lysine coated coverslips, in 12 well plates. After 24 h, the coverslips fixed in 3% paraformaldehyde, and permeabilized with 0.1% Triton-X-100 in PBS. Following permeabilization the cells were blocked with 1% bovine serum albumin (BSA) and then incubated overnight with 1/500 dilution of primary antibodies: monoclonal mouse anti-RARRES1 (Abcam, ab92884), monoclonal rabbit anti-PDI (Covance, PRB-114P), and polyclonal rabbit anti-Giantin (Abcam, ab31811). Coverslips were stained with species-specific Alexafluor 488nm or Cy3 conjugated secondary antibodies (Jackson Immunoresearch) and ToPro 3 (ThermoFisher). Mounted coverslips were imaged with the Zeiss 510 Laser Scanning Confocal Microscope, using the Zen 2012 software. Images of MDA-MB-468 cells were captured under a 40x oil immersion objective lens, with a 10x optical lens, for a total magnification of 400x. Images of SUM149 cells were captured under a 63x oil immersion objective lens, with a 10x optical lens, for a total magnification of 630x. Quantitative image analysis was done using ImageJ (Fiji). The Colocalization Threshold plugin was used to determine the tM1 coefficient (a value from 0 to 1) using the Costes' method (red channel overlapping with green) (Costes, 2004) . Each image was analysed using the Colocalization Threshold plugin to determine the Costes' coefficient. The 5 technical replicates per slide and three experimental replicates were averaged. Statistical analysis of the tM1 values was performed using a paired t-test in GraphPad Prism 6.
ALDH1A3 knockdown
ALDH1A3 knockdown and overexpression cells were generated previously and validated by western blotting as described previously 42 . Cells were selected with 1.5 μg/mL puromycin and maintained in 0.25 μg/mL puromycin. 
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